Novel proanthocyanidin fractions from grape stem extracts were purified using Amberlite XAD-1180N, Sephadex-LH-20, Toyopearl HW40F and reverse phase high-performance liquid chromatography. Two key compounds were estimated as epigallocatechin-(epicatechin) 7 gallate using electron-spray ionization time-of-flight mass spectrometry. Epigallocatechin-(epicatechin) 7 gallate (compound 1) showed significant anti-cancer activity in PC-3 prostate cancer cells. In particular, compound 1 suppressed the gene expression of fatty acid-binding protein 5 (FABP5), which is involved in promoting cell proliferation and metastasis in prostate cancer cells.
Results
Isolation and characterization of a novel oligomeric proanthocyanidin with significant anti-cancer activities from grape stem (Vitis vinifera). The main interest of this research was the characterization and evaluation of the antitumor activity of the proanthocyanidin present in the grape stems. To the best of our knowledge, this is the first report to characterize a proanthocyanidin from grape stems with a structure of epicatechin octamer (compound 1) that possesses a pyrogallol moiety and a gallate.
The HPLC chromatogram of crude grape stem extracts is shown in Supplementary Fig. 1 . The purification scheme is shown in Supplementary Fig. 2 . We identified catechin, epicatechin, gallocatechin, EGCG, piceid, and dehydroquercetin rhamnoside. These compounds were analysed using ESI-TOFMS and NMR, and compared with the spectra of known compounds. Spectra of the dimeric to tetrameric units of epicatechin or catechin were obtained from synthesized materials 11, 14, 15 . Purification using Abmerlite XAD-1180N for the first stage with water followed by AcOEt, and MeOH as eluents afforded three fractions. As shown in Supplementary Fig. 3 , low molecular weight compounds such as epicatechin monomers and dimers were included in the AcOEt fraction. A broad peak was observed around 55 min, as shown in Supplementary Fig. 1 . This fraction contained higher molecular weight compounds such as highly oligomerised proanthocyanidins. The HPLC chromatogram of this fraction is shown in Supplementary Fig. 4 . Remarkably, this fraction showed the significant suppressive activity on the expression of the cancer-promoting genes, FABP5. Thus, this fraction was further purified with Sephadex LH 20 using 30% MeOH, 40% EtOH, 30% acetone, 40% acetone, and 60% acetone. The most bioactive fraction was the 60% acetone fraction. This fraction was further purified with Toyopearl HW 40 F using 30% MeOH, 40% EtOH, and 60% acetone. The most bioactive fraction was the 60% acetone fraction. The suppressive activities of each bioactive fraction against FABP5 are summarized in Supplementary Fig. 5 . The HPLC chromatogram of this fraction showed two major peaks ( Supplementary Fig. 6 ). The ESI-TOMS analysis of this fraction is shown in Supplementary Fig. 7 . The MS spectrum showed the existence of catechin or epicatechin oligomers with gallocatechin or epigallocatechin and gallate ( Supplementary Fig. 7 ). The bioactive compounds were estimated to be proanthocyanidin oligomers. Thus, we attempted to isolate the compounds using preparative reverse phased HPLC. Although separation of these two peaks was quite difficult, we managed to obtain compound 1 (15 mg) ( Supplementary Fig. 8 ). The 1 H NMR analysis of compound 1 did not allow for elucidation of the structure because of severe broadening of signals ( Supplementary Fig. 9a ). We tried to obtain well resolved 1 H NMR spectra measured at low temperatures, as Witerhalter and co-workers reported that well resolved 1 H NMR data was obtainable at low temperature 16 . However, even at low temperature (−75 to 0 °C), the broadening of the peaks was not improved in our case. The 13 C NMR of compound 1 was similar to those of epicatechin oligomers ( Supplementary Fig. 9b ) 17 . Although the 13 C NMR spectra of grape stem extracts delivered valuable information about some chemical characteristics, the oligomeric structures occurring in condensed tannin could not be exactly determined exactly due to the broadening signals of 1 H NMR.
Next, we performed thiolysis of compound 1 to elucidate the structure of extension and terminal unit of grape stem extract. The identification of (−)-epicatechin, (+)-catechin, (−)-epicatechin gallate, and (−)-epigallocatechin and their cysteamine adducts was performed by comparison with the thiolytic products of synthetic epicatechin dimer, catechin dimer, epicatechin-gallate dimer and epigallocatechin dimer ( Supplementary Fig. 10f ) 10, 18, 19 . Thiolysis of compound 1 gave (−)-epicatechin-cysteamine thioether as the main degradation product (peak 4 in Fig. 1 ) whose molecular ion was observed at m/z 364 ([M − H] − ) 20 . This further released a fragment ion at m/z 287 in the negative mode. This characteristic fragmentation of (−)-epicatechin-cysteamine thioether is in line with the report by Selga et al. 21 (−)-Epicatechin-gallate-cysteamine thioether (peak 6, [M − H] − at m/z 516) was also detected as the extension unit, despite its lower level compared with epicatechin-cysteamine thioether. Moreover, small amount of catechin-cysteamine thioether (peak 2, [M − H]at m/z 364, fragment ion at m/z 287), epigallocatechin-cysteamine thioether (peak 1, [M − H] − at m/z 380, fragment ion at m/z 303) epigallocatechin-gallate-cysteamine thioether (peak 3, [M − H] − at m/z 532), and catechin-gallate-cysteamine thioether (peak 7, [M − H] − at m/z 516) were also detected. We also detected (−)-epicatechin-gallate and (+)-catechin-gallate (peak 9 and 10, [M − H] − at m/z 441), (+)-catechin and (−)-epicatechin (peak 5 and 8, respectively, [M − H] − at m/z 289) as thiolysis products without cysteamine conjugation, indicating that these are candidates for terminal units of grape stem extract proanthocyanidins. While (−)-epicatechin could potentially be epimerized to (+)-catechin during thiolysis at 75 °C, the (+)-catechin peak could not be eliminated in reaction under 50 °C. However, the catechin-gallate peak could be reduced by thiolysis at 50 °C, suggesting that epicatechin-gallate may be the actual unit and the intensity of catechin-gallate could have been artificially increased. Thus, the results suggested that compound 1 consisted of (−)-epicatechin as the major extension unit and (−)-epigallocatechin as the minor extension unit. The terminal units comprised mainly (−)-epicatechin-gallate and (−)-epicatechin and possibly (+)-catechin ( Fig. 1, Supplementary Fig. 10a-f ). The A-type linkage in proanthocyanidins remains stable during the thiolytic degradation 22, 23 . The A-type linkage in terminal units is released as an A-type dimer, whereas the A-type linkage between the extension units yields an A-type dimeric thioether. In our thiolysis result, A-type dimer derivatives were not observed as main peaks. Thus, the isolated major product has B type inter-flavan bonds.
LC-ESI-TOFMS at cationic mode was also performed in the cationic mode to characterize compound 1 ( Supplementary Fig. 11 ). The molecular ion of compound 1 was detected at m/z 2475, which fit well with an epigallocatechin-(epicatechin) 7 gallate. The thiolysis result of compound 1 suggested the main structural unit to be (−)-epicatechin. Its MS/MS spectra gave daughter ion peaks at 2187.
Compound 1 suppresses cell proliferation of PC-3 cells. We next examined the antitumor activities of the newly isolated proanthocyanidin in PC-3 cells (Fig. 2 ). We first examined effects of compound 1 on PC-3 cell proliferation. EGCG was used as a positive control. Compound 1 showed much higher inhibition of cell growth of PC-3 cells compared with EGCG. Although the observed inhibition on cell growth could be in part attributed to cell cycle arrest ( Fig. 3 ) and induction of apoptosis ( Fig. 4) , the inhibitory activity of compound 1 against cell proliferation was also observed in colorectal cancer cells (Lovo) and breast cancer cells (MDA-MB-231) in addition to PC-3 cells (data not shown). pound 1 could be in part attributed to cell cycle arrest or induction of apoptosis, we next examined the effect of compound 1 on cell cycle of PC-3 cells (Fig. 4) . FACS analysis showed that treatment of PC-3 cells with EGCG for 48 h induced an increase in the G1 phase population from 61.56% to 76.17% and a decrease in the S phase population from 15.49% to 8.16%. Compound 1 also induced cell cycle arrest at the G1 phase in the PC-3 cells within 48 h. We also investigated whether EGCG or compound 1 suppressed the levels of G1/S phase cell cycle regulators (Cyclin D, Cyclin D3, p21 and c-Myc). Indeed, treatment of PC-3 cells with EGCG or compound 1 for 48 h at a dose of 30 μmol/L significantly decreased these mRNA and protein levels of these regulators compared with the control (data not shown), suggesting that cell cycle arrest at G1/S phase in PC-3 cells.
Compound 1 induces apoptosis in PC-3 cells.
Next, we examined whether suppression of cell proliferation by compound 1 could be attributed to induction of apoptosis. We evaluated the caspase-3 activity as a marker to determine whether cells were undergoing apoptosis. Compound 1 showed higher apoptotic activity in PC-3 prostate cancer cells compared with that of EGCG ( Fig. 4 ).
Compound 1 suppresses invasive activity of PC-3 cells. We next examined the ability of compound
1 to affect PC-3 cell invasion. Compound 1 significantly decreased the number of cells invading through the Matrigel-coated membrane (Fig. 5 ). This result strongly suggests that compound 1 might suppress the invasiveness of PC-3 prostate cancer cells during metastasis. Suppression of invasive activity by compound 1 was stronger than that of EGCG at 30 μmol/L (Fig. 5 ). FABP5 plays an important role in invasion of cancer cells during metastasis, and thus suppression of the invasion activity by these epicatechin oligomers may be partially attributable to down-regulation of FABP5 gene expression by compound 1 (Fig. 6) . www.nature.com/scientificreports www.nature.com/scientificreports/ Compound 1 significantly suppressed the expression of the cancer-promoting gene FABP5. We next evaluated the effect of compound 1 on the expression of FABP5 gene. We previously showed that high expression of the FABP5 gene plays an important role in cell proliferation and metastasis in various cancer cells 24, 25 . More recently, we demonstrated that the FABP5 gene is epigenetically regulated in human prostate carcinogenesis 24 , supporting its crucial role in tumorigenesis. Moreover, altered fatty acid metabolism is observed in various cancers including prostate cancer. Prostate cancer represents a lipogenic phenotype that utilizes fatty acid oxidation as a dominant bioenergetics pathway to support cell proliferation. FABP5 might play a pivotal role in fatty acid metabolism as a lipid transporter and/or an important regulatory factor for lipid metabolism in prostate cancer cells. Indeed, we found that FABP5 knockdown significantly inhibited the gene expressions of fatty acid-metabolizing enzymes and invasive activity of tumour cells 25 . This formed the foundation of our approach to search for compounds with potential anti-cancer activities in grape stem extracts by assessing inhibitory activity on FABP5 gene expression. As shown in Fig. 6, compound 1 significantly suppressed the gene expression of FABP5 gene at mRNA and protein levels. EGCG, which possesses only one epicatechin unit, showed weaker gene suppression activities than compound 1. This was probably because of the differences in the three-dimensional structures of the two compounds, as reported previously 11 . It would be interesting to identify a putative target molecule that interacts with compound 1, but not with EGCG. Further studies are required to investigate the regulatory mechanisms underlying the suppressive activities of compound 1 on expression of the cancer-promoting genes.
Full images of Western blot analyses of FABP5 protein levels in response to test compounds are shown in Supplementary Fig. 13 .
Discussion
Reports of the isolation and characterization of epicatechin oligomers longer than octamers are quite limited.
In the present study we estimated the novel anti-cancer compound as epigallocatechin-(epicatechin) 7 gallate (compound 1) from the grape stem extracts using ESI-TOFMS analysis and thiolytic degradation. Compound 1 showed much higher inhibition of cell growth of PC-3 cells compared with EGCG, a well-known cancer preventing agent. Compound 1 also induced cell cycle arrest at the G1 phase and showed high apoptotic activity. Compound 1 also exhibited significantly higher anti-cancer activities than EGCG through suppression of cell growth, the expression of the metastasis-promoting gene FABP5 and invasion of cancer cells. These results suggested that compound 1 may represent a promising anti-metastatic agent. The oligomeric epicatechin structure is necessary for inhibition of cell proliferation and metastasis, as previously reported 11 . Whether compound 1 interacts with a potent receptor in cancer cells should be examined in future studies.
Our results indicate that novel proanthocyanidin isolated from the grape stems could be potential anti-cancer agents for various cancers. Further mechanistic and in vivo studies would be required to confirm these anti-cancer activities.
Methods
Amberlite XAD-1180N was purchased from ORGANO Corporation, Sephadex LH-20 from GE Healthcare, and Toyopearl HW 40 F from TOSOH Corporation. The stems of Vitis vifera, Chardonay, were collected at St. Cousair Winery of Oiri Viniyard in Nagano, Japan in 2012. Catechin tetramers and pentamers, as well as the dimeric to pentameric units of epicatechin were synthesized in our laboratory as standards 1 . EGCG was generously gifted from Dr. Toshiyuki Kan in the University of Shizuoka.
Statistical analysis.
Data obtained in the present study were statistically analyzed by GraphPad Prism 7.03.
Data were indicated as the mean ± S.D. One-way analysis of variance (ANOVA) with Turkey's post-hoc test or two-way ANOVA with Dunnett's post-hoc test or Student's t-test was used for multiple comparisons. P < 0.05 was considered to indicate statistical significance.
Experimental data. The isolation and characterization of a novel oligomeric proanthocyanidin in grape stem are described in Supplementary Information pages 3-31. Biochemical methods were shown in Supplementary Information pages 32-37. Supplementary Fig. 6 . The protein levels of FABP5 were quantified by densitometric measurement using Image J software (NIH). *P < 0.05, one-way ANOVA followed by Dunnett's multiple comparison test. Ns, not significant.
